RT-qPCR
For quantitative RT-PCR of HIV-1 RNA, total RNA was extracted at 3 h and 6 h post-infection using TRIzol Reagent (Invitrogen), according to the manufacturer's protocol. A RT reaction was then carried out using 500 ng of RNA per assay and SuperScript II RT (Invitrogen). cDNAs were treated with RNaseH and diluted to 100 ul. 5 ul of the latter reaction were used for the real-time qPCR which was performed in a final volume of 20 µl, using the LightCycler FastStart DNA Master SYBR Green I kit (Roche Applied Science), and a LightCycler 1.5 (Roche). A standard curve was generated using serial dilutions of GFP cDNA. To monitor HIV-1 cDNA synthesis following cell infection, cells were lysed and DNA was extracted using a standard phenol-chloroform procedure. The DNA pellet was resuspended in 20 µl of water and 0,2 µl was used for quantitative PCR. The results were related to a standard curve which was made by serial dilutions of pGAE-GFP (1). The primers used for qPCR amplification of GFP cDNA have already been described (2): sense -ATC ATG GCC GAC AAG CAG AAG AAC, antisense -GTA CAG CTC GTC CAT GCC GAG AGT-3'.
Viral RNA analysis.
Virus RNA from purified virions was isolated using a TRIZOL TM protocol. RT-PCR was performed using the following primers: for NC -sense TAGTAA-GAATG-TATAGC-CCTACCAG and antisense CTGTCCT-ACTTTG-ATAAA-ACCTCC; for RT -sense TCCTAT-TGAGAC-TGTACC and antisense TTTCTGG-CAGCAC-TATAG; for integrase -sense CCAGAT-AAGAGT-GAATCAG-AGTTAG and antisense CCTAG-TGGGA-TGTGTA-CTTCTG. The PCR fragments were purified using the WizardR DNA purification system (Promega), and cloned into a pGMT-Easy vector (Promega). Several hundred clones were sequenced (GATC Biotech, France). The resulting sequences were analyzed with Vector NTI software (Invitrogen).
Supplementary figure 1.
Binding of NC to mODN-11. The NC(11-55) concentration was 1 µM in 25 mM Tris (pH 7.5), 30 mM NaCl, 0.2 mM MgCl2. The binding of mODN-11 to NC(11-55) was monitored through the quenching of the intrinsic fluorescence of the NC Trp37 residue. Excitation and emission wavelengths were 295 nm and 350 nm, respectively. The continuous line corresponds to the fit of the experimental points (squares) as a function of mODN-11 concentration with equation ((3) of ref.
3).
Supplementary figure 2.
The inhibitory activity of the mODNs and a related non-methylated ODN on NCp7(1-71)-directed hybridization of 32P-labelled TAR-/TAR+ was investigated by PAGE in vitro in conditions described previously (see materials and methods). The assays contained 10 nM TAR+ and TAR-, 50 nM NCp7(1-71) and increasing concentrations of the mODN, namely 50, 100 and 150 nM. After 5 min at 37°C samples were processed and analyzed by native PAGE.
Upper panel : direct autoradiography of the PAGE where the annealing controls were at 37°C (no annealing), 65°C and with NCp7 at 37°C (complete annealing) Lower panel : quantitative levels of mODN directed inhibition of NCp7 annealing activity show that mODN-11 was very active at 100-150 nM in vitro.
Supplementary figure 3.
HIV-1 based lentivector encoding eGFP was used to infect HeLa P4 cells in the absence or presence of mODN-11, -9 or -9U, or AZT. As shown, mODN-11 was the most inhibitory (black bars).
Supplementary Figure 4.
Reverse-transcriptase activity was directly assessed on the incubated virions with mODN or AZT for 20 min at 37°C using RT-test. 100% of activity was referred to virions incubated in the absence of drugs. 
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